Source/Description: While screening candidate human phenotypes for mutations in the PAX5 gene, a polymorphism was detected by single strand conformation polymorphism (SSCP) and heteroduplex analyses of a PCR amplified 369 bp DNA fragment encompassing exon 2 of the paired domain. The base change (A to C) determined by direct sequencing of the PCR product was shown to be 11 bp downstream of the 3' end of exon 2, creating a Sacl restriction site. Sacl restriction digests of the cytosinecontaining allele yielded two fragments of 119 and 250 bp.
PCR Primers:
Forward: 5'-GCGGTGCTTCTCCTATGTGAC-3' Reverse: 5'-TTTAAAGTGCTCTGCGTGATG-3'
The primers were shown to be PAX5 specific using a panel of human -rodent somatic cell hybrids (not shown), containing human chromosome regions where other members of the PAX gene family were mapped (2). SSCP/Heteroduplex Analysis: For SSCP analysis, 2 /tl of the labelled PCR product was mixed with 5 fi\ of 95% formamide, 0.05% bromophenol blue, 0.05% xylene cyanol. The sample was denatured by heating at 95°C for 5 min. and loaded on a 0.4 mm/30 cm/45 cm 5% polyacrylamide/10% glycerol gel. For heteroduplex analysis, the PCR products were mixed, denatured and allowed to reanneal slowly to room temperature. Three /tl were mixed with a glycerol loading buffer and the mixture was loaded. Electrophoresis for both analyses was in 0.6XTBE at room temperature at 5 W overnight. The gel was dried and autoradiographed on X-ray film (Kodak). Chromosomal Localization: KW306 has been assigned to chromosome 8p (Region A) by PCR of a somatic cell hybrid mapping panel (2).
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Mendelian Inheritance: Co-dominant segregation was observed in 5 informative Caucasian families.
PCR Conditions: PCR is performed in 25 /il containing 200 ng DNA, 0.5 /tM of each primer, 1.5 mM MgCl 2 , 10 mM Tris-HCl (pH 8.4), 40 mM NaCl, 200 /tM of each dNTP, 0.25 mM spermidine HC1, 0.625 units of Taq polymerase (AmpliTaq, Perkin-Elmer Cetus), and 0.01 yM of radiolabeled KW306B (5' end-labelled with T -32 P ATP(3,000 Ci/mmol) using 30 /xCi/10 pmol primer). Initial denaturation was for 5 minutes at 94°C. Amplification was for 30 cycles with denaturation at 94°C for 30 seconds, annealing at 60°C for 30 seconds, and extension at 72°C for 60 seconds. The products were separated by electrophoresis on a 32% formamide, 5.7 M urea, 7% polyacrylamide denaturing gel and analyzed by autoradiography.
Other Comments: The mother of the CEPH kindred 45 was scored 3,5. The father was scored 5,6.
